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AMENDMENTS TO THE CLAIMS: 

This corrected listing of claims will replace all prior versions, and listings, of claims 
in the application. 

CORRECTED LISTING OF CLAIMS: 

Claims 1 to 28 (Canceled) 

29. (new) A method for purifying a polypeptide of interest, or a biomolecule 
complex comprising the polypeptide of interest, said method comprising: 

(a) providing a eukaryotic expression environment such that a fusion protein 
is expressed under conditions that allow formation of a complex between the 
fusion protein and one or more other biomolecules; said fusion protein 
comprising said polypeptide and at least two different affinity tags; and 

(b) purifying said polypeptide, or any said complex that forms, by performing 
a combination of at least two different affinity purification steps, each 
comprising binding the fusion protein, or a truncated fusion protein wherein 
one of the affinity tags is cleaved off, via one affinity tag to a support material 
capable of selectively binding one of the affinity tags, and separating the 
fusion protein or the truncated fusion protein or the polypeptide from the 
support material after substances not bound to the support material have been 
removed, 

wherein any of said one or more other biomolecules which are bound to said polypeptide in 
any said complex remain associated with said polypeptide during said step (b), thereby 
purifying said polypeptide of interest or biomolecule complex comprising said polypeptide of 
interest. 

30. (new) The method of claim 29 wherein at least one of said at least two 
different affinity purification steps comprises recovering the fusion protein or truncated 
fusion protein from said support material by elution. 

3 1 . (new) The method of claim 29 or 30 wherein at least one of said at least two 
different affinity purification steps comprises recovering the truncated fusion protein or 
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polypeptide by a method comprising cleaving off one or more of said affinity tags. 

32. (new) The method of claim 31, wherein the Tobacco Etch Virus protease NTA is 
used to cleave off said one or more affinity tags* 

33. (new) The method of claim 29 or 30 wherein said fusion protein is expressed 
intracellularly. 

34. (new) The method of claim 29 or 30 wherein said at least two different affinity 
tags are all placed N-terminal, or are all placed C-terminal, to the polypeptide. 

35. (new) The method of claim 29 wherein one of the at least two affinity tags 
consists of one or more IgG binding domains of protein A of Staphylococcus aureus. 

36. (new) The method of claim 29 or 35 wherein one of the at least two affinity tags 
consists of one or more calmodulin binding peptides. 

37. (new) The method of claim 29 wherein the fusion protein comprises a proteolytic 
cleavage site between two different affinity tags. 

38. (new) The method of claim 29 wherein the fusion protein comprises the 
following components in the order stated, starting from the N- or the C-terminus, 

(a) one or more IgG binding domains of protein A of Staphylococcus aureus; 

(b) Tobacco Etch Virus protease NIA cleavage site; 

(c) one or more calmodulin binding peptides; and 

(d) said polypeptide of interest. 

39. (new) The method of claim 38 wherein said performing comprises the following 
steps in the order stated: 

(i) binding of the fusion protein to IgG on a first support material; 

(ii) removing unbound substances; 

(iii) cleaving of the fusion protein with the Tobacco Etch Virus protease NIA 
to produce a truncated fusion protein; 
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(iv) binding of the truncated fusion protein to calmodulin on a second support 
material; 

(v) removing unbound substances; and 

(vi) eluting the truncated fusion protein with a chelating agent. 

40. (new) The method of claim 29 or 30 wherein the support material is a resin 
matrix packed in an affinity column. 

41. (new) The method of claim 29 wherein the support material is a matrix formed 
by SEPHAROSE beads. 

42. (new) The method of claim 29 or 30 wherein the fusion protein is expressed in a 
native form and is not overexpressed. 

43. (new) The method of claim 29, 30, 38, or 39, which further comprises after step 
(b) a step (c) of detecting and/or purifying said one or more other biomolecules. 

44. (new) The method of claim 43, wherein said step (c) comprises detecting and 
identifying said one or more other biomolecules using mass spectrometry. 

45. (new) The method of claim 29, wherein said fusion protein comprises not more 
than two different affinity tags. 

46. (new) The method of claim 29, wherein said purifying step comprises two 
different affinity purification steps. 

47. (new) The method of claim 46, wherein said affinity purification steps comprise 
the following steps in the order stated: 

(i) binding of the fusion protein to a first support material; 

(ii) removing unbound substances; 

(iii) cleaving of the fusion protein to produce a truncated fusion protein; 

(iv) binding of the truncated fusion protein to a second support material; 

(v) removing unbound substances; and 

(vi) eluting the truncated fusion protein. 
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48. (new) The method of claim 29, 30, or 38, wherein said eukaryotic expression 
environment is a yeast cell. 

49. (new) The method of claim 29, 30, or 38, wherein said eukaryotic expression 
environment is a mammalian cell. 

50. (new) The method of claim 29, wherein said eukaryotic expression environment 
is a cell-free system. 

5 1 . (new) The method of claim 29, wherein said polypeptide is expressed in its 
natural host. 

52. (new) The method of claim 29, wherein said one or more other biomolecules are 
proteins. 

53. (new) The method of claim 52, wherein at least one of said one or more other 
biomolecules is a protein. 

54. (new) The method of claim 29, wherein said step (b) comprises purifying said 
complex. 



-5- 



NYJD-1636337v2 



PAGE m > RCVDAT 10/1812006 10:10:41 AM [Eastern Daylight rime] * SVR:USPTO-EFXRF-6/36 1 DNIS:273830O * C$ID:912127557306 * DURATION (mm-$s):01-34 



